: A. A549 cells were treated with 20 ng/mL OSM for the indicated durations were subjected to immunofluorescent staining of pY701-STAT1 (green), pY705-STAT3 (green), ɑTUBULIN (red) and Hoechst 33258 (blue), and observed by confocal microscope. pY701-STAT1 and pY705-STAT3 indicated the phosphorylated STAT1 and STAT3, respectively. Scale bar = 50 μm. B. CL1-5 cells were treated with 20 ng/mL OSM for the indicated durations. Cell lysates were collected and use NE-PER Kit to extract the nuclear and cytoplasmic protein fractions. The protein extracts were subjected to Western blotting assay. (C to E) A549 and CL1-5 cells were stably knocked down STAT1 (shSTAT1-1 and -2) and STAT3 (shSTAT3-1 and -2) as well as cells with scrambled shRNA control (shSC), then subjected to a Western blotting (C) or a real-time PCR (D and E) for analysis of STAT1 or STAT3 protein and mRNA level, respectively. F. The morphology of A549 and CL1-5 cells with shSC, shSTAT1, and shSTAT3 were observed under optical microscope. Scale bar = 50 μm. G. A549 cells were transfected with vector control (VC) or PIAS1 to 4-expressing plasmid, and then treated without or with OSM (20 ng/mL). The PIAS and SLUG mRNA level were analyzed by quantitative real-time PCR. An asterisk (*) indicated the difference between experimental group and VC without OSM are statistically significant; A hash mark (#) indicated the difference between experimental group and VC with OSM are statistically significant.
